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Abstract
Background: Hickory (Carya cathayensis), a woody plant with high nutritional and economic value, is widely
planted in China. Due to its long juvenile phase, grafting is a useful technique for large-scale cultivation of hickory.
To reveal the molecular mechanism during the graft process, we sequenced the transcriptomes of graft union in
hickory.
Results: In our study, six RNA-seq libraries yielded a total of 83,676,860 clean short reads comprising 4.19 Gb of
sequence data. A large number of differentially expressed genes (DEGs) at three time points during the graft
process were identified. In detail, 777 DEGs in the 7 d vs 0 d (day after grafting) comparison were classified into 11
enriched Gene Ontology (GO) categories, and 262 DEGs in the 14 d vs 0 d comparison were classified into 15
enriched GO categories. Furthermore, an overview of the PPI network was constructed by these DEGs. In addition,
20 genes related to the auxin-and cytokinin-signaling pathways were identified, and some were validated by qRT-
PCR analysis.
Conclusions: Our comprehensive analysis provides basic information on the candidate genes and hormone
signaling pathways involved in the graft process in hickory and other woody plants.
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Background
Grafting is a widely used technology in horticulture to
aid plant to overcome their limiting factors in growth
and reproduction [1]. Many advantages of using grafted
plants, such as yield increase, stress tolerance and suc-
cessive cropping, have been well-studied for several de-
cades [2, 3]. A classical grafting begins with the adhesion
of rootstock and scion, followed by the formation of
callus tissue at graft interface, and ends with the estab-
lishment of vascular connections [4, 5]. After cutting, a
mass of callus cells collapse to form a graft junction by
cell proliferation [6]. For woody trees, successful grafting
is a systemic and biochemical process associated with
various hormonal and environmental factors [7, 8].
Homeostasis of several phytohormones involved in
callus formation during plant wound responses, plays
important roles in the graft process [9–11]. In the model
plant Arabidopsis, auxin signaling is required for graft
union development. Transport activities of vasculature
are recovered at 3 d after grafting, and auxin modulates
vascular reconnection at an earlier stage [12]. In particu-
lar, auxin plays an essential role in vascular development
and vein formation, and application of exogenous auxin
to callus enhances the formation of xylem and phloem
[13, 14]. Similar to Arabidopsis, a microarray data from
grapevine identifies an auxin influx carrier encoding
gene that is up-regulated at the early stage (3 d) after
grafting in graft interface zone [15]. At the molecular
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level, expression of many auxin downstream genes is
regulated during the formation of graft union [5, 16]. In
addition, the cytokinin-signaling pathway has also been
reported to be involved in the early stage of the graft
process. In tomato, rootstock-mediated changes in the
status and concentration of zeatin, one of the major cy-
tokinins in plants, are correlated with leaf senescence
and crop productivity under salinity [11]. In cotton, a
grafting experiment indicated important effects of root-
stock on leaf senescence by regulating endogenous cyto-
kinin [17]. In grapevine, genes related to cytokinin
biosynthesis are highly enriched in the induced gene list
at 28 d after grafting [15].
Hickory (Carya cathayensis Sarg.), a popular nut tree,
is widely distributed and broadly planted in Tianmu
Mountain, Zhejiang Province, China, due to its nutri-
tional and commercial value. Limited to its 10-year ju-
venile phase, the yield stagnation of hickory has been a
serious problem for many years. Grafting is an effective
approach to reduce the reproductive cycle of hickory
trees, and makes the cultivation of hickory on a large
area possible [18]. The healing process between two
partners (rootstock and scion) occurs in the graft union
and is a key step of grafting in plants [19]. In recent
years, 49 unigenes associated with the graft process were
identified in the graft union of hickory [16]. Further-
more, the microRNA expression patterns during the
graft process were also identified in hickory [18].
To reveal the molecular mechanism of early responses
during the graft process, we sequenced the transcrip-
tome of the graft union in hickory at different time
points, and the kinetics of the expression patterns of
genes related to the auxin-and cytokinin-signaling path-
way related genes in hickory were also revealed. Analysis
of the gene expression responses to grafting in hickory
will aid understanding of the involvement of hormonal
signaling in the grafting process for woody plants in
general.
Methods
Experiment design, plant materials and RNA extraction
Hickory (Carya cathayensis Sarg.) trees were planted at
a green house in the campus of Zhejiang Forestry
University, Lin’an, China. Hickory materials were col-
lected from the graft unions (the stem segment com-
prises of the swollen part of the rootstock and the scion)
at 7 and 14 days after grafting. The first day of grafting
was used as the basis of sampling time. In detail, the
time point 7 d was chose for investigating the early re-
sponse of the transcriptome during grafting process;
while the time point 14 d was chose for investigating the
differential expressed genes during the callus formation.
The samples from rootstock (2 years old) and scion
(1 year old) before grafting were used as controls. Total
RNA was extracted from different plant samples using
RNeasy plant mini kits (Qiagen, Hilden, Germany) fol-
lowing the manufacturer’s protocol. RNA contamination
was checked using a NanoPhotometer® spectrophotom-
eter (Implem, CA, USA) and removed by 1% agarose
gels electrophoresis.
Construction of cDNA library for digital gene expression
(DGE) analysis
In total, 3 μg of RNA per sample was used for cDNA li-
brary preparation. Sequencing libraries were constructed
by NEBNext® UltraTM RNA Library Prep Kit for Illu-
mina® (NEB, Ipswich, MA, USA) following the protocol.
In summary, mRNA was isolated from total RNA using
poly-T oligo-attached magnetic beads. Fragmentation
was carried out in NEBNext First Strand Synthesis Reac-
tion Buffer at an elevated temperature. First-strand
cDNA was synthesized by a random primer and M-
MuLV Reverse Transcriptase (RNase H−) and second-
strand cDNA was synthesized by DNA Polymerase I and
RNase H. Remaining overhangs were blunted using exo-
nuclease/polymerases. NEBNext adaptor with hairpin
loop structure was ligated to adenylated 3’-ends of DNA
fragments for hybridization. To preferentially select
150–200 bp cDNA fragments, the library fragments
were purified using the AMPure XP system (Beckman
Coulter, Beverly, USA). Then, 3 μl of USER Enzyme
(NEB, Ipswich, MA, USA) was added to the size-
selected and adaptor-ligated cDNA fragments at 37 °C
for 15 min followed by 5 min of 95 °C treatment before
the PCR process. Then PCR was carried out using Phu-
sion High-Fidelity DNA polymerase kit (NEB, Ipswich,
MA, USA), Universal primers and Index (X) Primer.
Finally, PCR products were purified by AMPure XP sys-
tem (Beckman Coulter, Beverly, USA) and the quality of
library was evaluated by Agilent Bioanalyzer 2100 system
(Agilent, Santa Clara, USA).
Sequencing, quality control and de novo assembly
The hickory sample library preparations were sequenced
on an Illumina HiSeq 2000–/2500 platform, and raw
reads were exported in fastq format. The reads of low
quality were removed to generate clean reads, which
were used for further analyses. The clean reads were
then de novo assembled using the Trinity assembly pro-
gram (Release 2012–10–05).
Sequence annotation
Functional annotation of unigenes was carried out using
BLASTing with an E-value threshold of 10−5 to various
protein databases, including Swiss-Prot protein, NCBI
non-redundant (NR), and Kyoto Encyclopedia of Genes
and Genomes (KEGG) databases. Sequences with high-
est similarities were retrieved for further analysis. KEGG
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was used to annotate the metabolic pathway, and Blas-
t2GO was used to Gene Ontology (GO) classifications.
Differential expression analysis
The alignment software, Bowtie 0.12.8, was used to map
the reads to the transcriptome. The expression level of
unigene was calculated basing on its Reads Per kb per
Million reads (RPKM), which is the number of mapped
clean reads for each unigene. Two independent bio-
logical replicates were performed in the experiment. Dif-
ferential expression analysis was carried out using the
DESeq R package (version, 1.10.1). A negative binomial
distribution-based model was used for DESeq to per-
form statistical routines for determining differential ex-
pression in DGE data. To control the false discovery rate,
the P values of results were adjusted by the Benjamini and
Hochberg’s method. Genes with an adjusted P-value <
0.05 were assigned as differentially expressed. Normalized
gene transcript abundance value was calculated by divid-
ing each RPKM value by their average value cross all sam-
ples and then taking its log2 as the base. All the
differential expressed genes were grouped into 14 clusters
using MultiExperiment Viewer (MeV) (version 4.9.0) by a
K-means method. Pearson’s correlation was used as the
default distance metric in MeV software for similarity dis-
tance computing.
Enrichment analysis of GO enrichment and KEGG pathway
GO enrichment analysis was carried out using the
GOseq R packages based on Wallenius non-central
hyper-geometric distribution. Then, the significantly
enriched GO terms were analyzed using hyper geometric
test with P-value ≤ 0.01. KEGG is a database resource
(http://www.genome.jp/kegg/) for studying of high-level
bio-functions and utilities of biological system, especially
large-scale sequence datasets generated by genome se-
quencing and other high-throughput experimental tech-
nologies. Here, KOBAS software was used to test the
statistical enrichment of DEGs in KEGG pathways. GO
enrichments and KEGG pathway enrichments were
compared within up-regulated and down-regulated
unigenes.
Protein-protein interaction (PPI) analysis
All identified amino acid sequences of the DEGs were
searched against the online STRING database (version
9.1, http://string-db.org/) for PPI prediction. The inter-
actions between the proteins belonging to the searched
data set were selected, excluding external candidates.
The STRING defines a metric called ‘confidence score’
to define the interaction confidence; we selected all in-
teractions with a confidence score higher than 0.7. Then,
the PPIs of these DEGs were visualized in Cytoscape
(Version, 3.2.1).
Search for homologous genes
Searches for hormone pathway genes in other plant
species were performed using the NCBI (http://
www.ncbi.nlm.nih.gov/), TAIR (http://www.arabidop
sis.org/), RGAP (http://rice.plantbiology.msu.edu/),
and Phytozome (http://www.phytozome.net/, Version,
10.1) databases. Subsequently, searches for homolo-
gous hormone-related genes in hickory were per-
formed from our transcriptome data using the
BLAST program. Motifs and domains of homologous
hickory genes were identified using the databases, in-
cluding Panther (http://www.pantherdb.org/) and
Pfam (http://pfam.xfam.org/).
Real-time PCR (qRT-PCR) validation
The qRT-PCR primers sequences were designed by Pri-
mer Premier 5 software (Premier Biosoft International,
Palo Alto, CA, USA). The hickory Actin gene was used
to calculate the relative fold-differences based on com-
parative cycle threshold (2-ΔΔCt) values. The qRT-PCR
procedure was as follows: 1 μL of a 1/10 dilution of
cDNA in H2O was added to 5 μL of 2× SYBR® Green
buffer, 0.1 μM of each primer, and H2O to a final volume
of 10 μL. Differences between two samples were calcu-
lated by one-way analysis of ANOVA with Student’s t-
test at a significance level of 0.05 in Excel software. All
expression analysis was carried out for seven biological
repeats and the average values of seven repeats values
were shown in figures.
Results
Illumina sequencing, assembly and unigene annotation
For RNA-seq, total RNA isolated from two biological
replicates for each sample was subjected to cDNA li-
brary preparation to generate a broad survey of tran-
scripts associated with the graft process in hickory.
Raw Illumina sequencing reads were qualified and
adapter-trimmed to yield a total of 83,676,860 clean
short reads comprising 4.19 Gb of sequence data
from all the complementary DNA libraries (Additional
file 1). The sequence generated from Trinity software
was used as the reference transcriptome [20]. Add-
itionally, all the reads obtained from hickory at three
grafting stages were assembled using Trinity, and then
the low complexity and low-quality reads were filtered
out, generating 160,638 transcripts (N50: 1,984) with
a mean length of 1,088 bp. For each sample, about
93% reads were mapped to the reference transcrip-
tome by RSEM software with default parameters [21].
Clustering resulted in 89,633 unigenes (N50: 1,092)
with the mean length of 659 bp (Fig. 1a, b). We also
statistically determined that there were 30,967
transcripts (10%) in the length range of 1,000 to
2,000 bp and 27,983 (9%) with length > 2,000 bp;
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while there were 8,821 unigenes (5%) in the range of
1,000–2,000 bp and 5,991 (3%) with length > 2,000 bp
(Fig. 1c, d).
To functionally annotate the assembled hickory uni-
genes, we compared their sequences against various pro-
tein databases using BLASTX. In total, there were
37,084 unigenes (41.37%) annotated in the Nr database,
17,990 (20.07%) in the Nt database, 7,010 (7.82%) in the
KEGG database, 25,438 (28.38%) in the SwissProt data-
base, 25,582 (28.54%) in the PFAM database, 29,947
(33.41%) in the GO database, and 13,735 (15.32%) in the
KOG database (Additional file 2). Based on these anno-
tations, we identified a total of 41,603 (46.41%) unigenes
annotated in at least one database, suggesting that a
relatively large portion of hickory unigenes had no hits
to any known proteins in the selected databases.
Classification of enriched GO and KEGG terms
We further assigned GO terms to hickory unigenes. A
total of 29,947 unigenes (33.41%) could be assigned to at
least one GO term, and detailed information on the clas-
sification of enriched GO is listed in Additional file 3.
Within the biological process category, the most highly
represented terms were ‘cellular process’ and ‘metabolic
process’. Within the molecular function category, ‘cata-
lytic activity’ and ‘binding’ were the two most abundant
terms. The most enriched terms within the cellular com-
ponent category were ‘Organelle’, ‘cell’ and ‘cell part’
(Additional file 3).
To further reveal the involvement of metabolic path-
ways in graft process, we predicted the KEGG pathways
represented by all assembled unigenes. A total of 12,034
unigenes were predicted in 248 signaling and metabolic
pathways, including pathways related to cellular process,
environmental information processing, genetic informa-
tion processing, metabolism, and organismal systems
(Additional file 4). Interestingly, the most enriched
KEGG pathways included those related to metabolic
pathways, such as amino acid metabolism (1106 uni-
genes), carbohydrate metabolism (1721 unigenes), and
energy metabolism (1461 unigenes) (Additional file 5).
Analysis of DEGs during the hickory graft process
RNA-Seq analysis of the gene expression during the
graft process in hickory was conducted at time points 0,
7 and 14 d. RNA-Seq data were processed to calculate
RPKM values, which are normalized indicators for com-
paring the transcript levels of each unigene between dif-
ferent samples. A total of 850 significantly DEGs were
identified and analyzed using criteria of two-fold differ-
ences and padj < 0.05 (Fig. 2a). To show the major trends
and the major transitional states during the graft process
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in hickory (0, 7, and 14 d), all 850 DEGs were assigned
to 14 clusters by K-means method. Among these up-
regulated gene clusters, clusters 1 and 14 showed a simi-
lar pattern of genes were up-regulated at different time
points and reaching their peak levels at time point 14 D;
The genes of clusters 2, 11, and 13 were also up-
regulated during the graft process and reached their
peak levels at time point 7 d. Clusters 3–6, 8, 10 and 12
were significantly down-regulated. The genes of clusters
7 and 9 were down-regulated at time point 7 d and in-
creased at time point 14 d (Fig. 2b).
We then identified highly genes that were differentially
expressed between any two of the three time points dur-
ing the graft process. Based on the same criteria (two-
fold and padj < 0.05), we identified 777 unigenes that
were significantly differently expressed at time point 7 d
compared with control (time point 0 d); of these, 324
unigenes were up-regulated and 453 unigenes down-
regulated (Fig. 3a). This was a greater number than the
differentially expressed unigenes between time points 14
d and 0 d, for which a total of 262 unigenes were identi-
fied, with 38 up-regulated and 224 down-regulated
(Fig. 3b). A small number of differentially expressed uni-
genes were identified between time points 14 d and 7 d:
nine unigenes up-regulated and 13 down-regulated
(Fig. 3c). We compared three sets of transcriptome data
from different time points. Interestingly, most of the
differentially expressed unigenes in the comparison
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between 7 and 0 d were independent of those in the
comparison between 14 d and 0 d. In detail, only 16 uni-
genes were up-regulated both in the comparisons be-
tween 7 d and 0 d, and 14 d and 0 d; while 187 unigenes
were down-regulated in both comparisons (Fig. 3d, e).
Furthermore, to demonstrate useful information con-
cerning the DEGs during the graft process, we analyzed
the GO terms represented by these genes. In total, 11
enriched GO terms were identified within the DEGs be-
tween 7 d and 0 d; while 15 enriched GO terms were
identified between 14 d and 0 d. GO term enrichment
analysis indicated that genes involved in various bio-
logical processes and molecular functions such as re-
sponse to fungus, defense response to fungus, terpene
synthase activity, oxidoreductase activity and carbon-
oxygen lyase activity were significantly enriched in DEGs
both in both the 7 and 0 d and 14 d and 0 d compari-
sons (Fig. 3e, f ).
PPI network of DEGs
To further investigate the biological processes involved
in the grafting process of hickory, we analyzed the PPIs
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among the 850 identified DEGs. The PPI network
for hickory graft process had 47 proteins as nodes,
connected by a number of identified direct physical
interactions obtained from the STRING database. A
high quality image was constructed as an overview
of the PPI network, with differentially enriched
interaction groups indicated by different colors (Fig. 4
and Additional file 6).
It is noteworthy that 10 clusters were identified within
the DEGs in the comparison between 7 and 0 d; how-
ever, only two clusters were identified within the DEGs
in the comparison 14 d and 0 d. In detail, the largest
cluster (cluster I) consisted of eight proteins related to
the biosynthesis and degradation of lignin. The second
largest cluster (cluster II) consisted of six proteins,
which are molecular chaperone involved in R gene-
mediated disease resistance. Five ribosomal proteins
were grouped into the third largest cluster (cluster III).
Two PPIs were identified from the DEGs in the com-
parison between 14 d and 0 d: cluster I (involved in lig-
nin biosynthesis) and cluster II (transcriptional repressor
involved in abiotic stress responses). Interestingly, the
proteins associated with lignin biosynthesis and degrad-
ation showed significant differences in both comparisons
between 7 and 0 d and between 14 d and 0 d.
Expression of auxin signaling pathway and cytokinin
signaling pathway genes during the graft process
Expression of genes of the auxin and cytokinin signaling
pathways were analyzed to reveal the involvements of
these two important hormonal signaling pathways in the
graft process in hickory [22]. Comparison of the tran-
script abundances of auxin transport, metabolism, sig-
naling pathway, and downstream induced genes revealed
a conserved response during the graft process (Fig. 5).
The transcription level of most auxin transporter
Fig. 4 Interaction network of the differential expressed gene encoding proteins analyzed by Cytoscape software (version 3.0.1). The interaction
networks of differential expressed genes in Cc_7 D vs Cc_0 D and Cc_14 D vs Cc_0 D comparisons are shown in different colors, respectively
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encoding genes was changed significantly during the
graft process. For auxin efflux carriers, several unigenes
(comp42647_c0, comp56686_c0 and comp59759_c0)
were up-regulated at time point 14 d; while several other
unigenes (comp282487_c0, comp194811_c0 and
comp87897_c0) were down-regulated at time points 7 d
and 14 d. For auxin influx carriers, most unigenes were
induced and four unigenes (comp217649_c0,
comp81392_c0, comp81435_c0 and comp91337_c0)
were greatly down-regulated during the graft process.
Only one TIR/AFB encoding gene was identified in
the hickory transcriptome data, and its expression
level was induced at time point 14 d. Three indole-3-
acetic acid-amido synthetase genes were identified:
comp41777_c0, comp65539_c0 and comp85186_c0.
Interestingly, these three unigenes displayed highest
expression level at the early stage (7 d), and then de-
creased at time point 14 d. Many unigene sequences
were appraised as auxin response family genes (Aux/
IAA and ARF families), and these genes showed a
diversity of expression pattern during the graft
process (Fig. 5 and Additional file 7).
Furthermore, genes related to cytokinin signaling
pathway were also identified from the hickory tran-
scriptome data. It is noteworthy that all 11 hickory
AHK/CRE genes were up-regulated during the graft
process. Expression of some AHK/CRE genes
(comp113371_c0, comp75037_c0, comp48382_c0 and
comp90336_c0) peaked at time point 7 d, and then
declined slightly at time point 14 d. Two RR-A
genes, comp69732_c0 and comp75680_c0, were re-
duced during the graft process; while another two
RR-A genes, comp63651 _c0 and comp89423_c1,
were induced at time point 7 d, and then dropped
down to the base level (0 d). For RR-B genes, one
unigene (comp212565_c0) was up-regulated at time
Fig. 5 Transcript abundance changes of auxin signaling-related genes in hickory during graft process
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point 7 d, another unigene (comp92083_c0) was up-
regulated at time point 14 d, and the rest ones
(comp48200_c0, comp87723_c0 and comp202598_c0)
were down-regulated at time points both 7 d and 14
d (Fig. 6 and Additional file 8). Furthermore, the
phylogenetic data of auxin signaling pathway and
cytokinin signaling pathway genes was showed in
Additional file 9.
QRT-PCR validation of the expression level of several
unigenes from RNA-seq data
To verify the DEGs related to hormone signaling that
were identified using RNA-Seq, we performed qRT-PCR
assays with independently samples collected from graft
unions during the different grafting stages (0, 7 and 14
d). We selected 20 unigenes from auxin- and cytokinin-
signaling pathways, including two efflux carriers, two
Fig. 6 Transcript abundance changes of cytokinin signaling-related genes in hickory during graft process
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influx carriers, two Aux/IAAs, two GH3s, one ARF, five
auxin induced proteins, two HK/CREs, two ARR-As and
two ARR-Bs, to validate the RNA-Seq data. The expres-
sion levels of these selected genes were basically consist-
ent with RNA-Seq results (Fig. 7). The primer sequences
are listed in Additional file 10.
Discussion
Despite being a famous nut from a woody plant, increas-
ing yield has always been limited by a long vegetative
period before the reproductive stage of hickory [23].
Therefore, grafting is widely used for hickory cultivation
in South China. Studying the dynamics of transcrip-
tomes is useful for exploring the mechanism of tran-
scriptional regulation during grafting process [24].
In our study, six RNA-seq libraries yielded a total of
83,676,860 clean short reads comprising 4.19 Gb of
sequence data (Additional file 11: Table S1), smaller than
that in the previously reported woody plants: such as
longan (Dimocarpus longan L.), lilac (Syringa oblata L.),
and Siberian apricot (Prunus sibirica L.) [25–27]. It is
worth to mention that a total of 89,633 unigenes were
obtained from the clean reads, which is similar to longan
(68,905 unigenes), Siberian apricot (124,070 unigenes),
and lilac (104,691 unigenes); additionally, the average
length of unigenes in hickory (659 bp) was also on the
same level to longan (448 bp), Siberian apricot (830 bp),
and lilac (853 bp) [25–27]. These results demonstrated
that our sequencing data could be used for gene discov-
ery in the non-model woody tree, hickory.
Based on the enriched GO terms, many DEGs in the
comparison between 7 d and 0 d are presumably related
to carbohydrate and energy metabolism, such as disac-
charide, starch, and sucrose metabolic processes [28]
(Fig. 3f ). In the 14 d and 0 d comparison, a large num-
ber of DEGs associated to macromolecule biosynthetic
process were identified in the enriched GO terms
(Fig. 3g). Adhesion between the cells from scion and
Fig. 7 Real-time quantitative PCR validation of several selected hormone-related genes in hickory during graft process. Total RNA was extracted
from the scion and rootstock of the grafted hickory at different time points after grafting. The histogram shows the relative expression level of
these genes with respect to the ACTIN in hickory. The data were analyzed by three independent repeats, and standard deviations were shown
with error bars. Significant differences in expression level were indicated by “*”
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rootstock is enhanced by binding material, composed of
pectin, carbohydrate, protein and fatty acids [29]. Activa-
tion and induction of metabolic activities may contribute
to nutrient transportation for the biosynthesis of the
binding material [8]. Interestingly, the ‘response to fun-
gus’ GO term was identified in both comparisons be-
tween 7 d and 0 d and between 14 d and 0 d, suggesting
an occurrence of quick defense response during the graft
process [30]. Furthermore, oxidative stress in graft inter-
faces has been reported in various species (Fernandez-
Garcia et al., 2004; Irisarri et al., 2015). In tomato, the
activities of many antioxidant enzymes, such as super-
oxide dismutase, catalase and ascorbate peroxidase, were
induced in the graft unions (Muneer et al., 2016). A
number of differential expressed antioxidant genes were
identified in the heterograft of pear/quince combinations
(Irisarri et al., 2015). In our study, the ‘oxidoreductase
activity’ GO term was identified in both comparisons be-
tween 7 d and 0 d and between 14 d and 0 d, indicating
that grafting generally triggers antioxidant defense sys-
tems in hickory.
Callus tissue formation at the graft union is the first and
a basic response to grafting, and lack of callus formation is
a major cause of grafting failure [7]. In addition, the callus
cells differentiating into vascular tissue to re-connect the
xylem and phloem at the graft junction is also thought to
be a key step for a successful grafting [6]. Auxin and cyto-
kinin are two major hormones involved in vascular differ-
entiation and reconnection, and so we tried to understand
their roles in hickory grafting [31]. Mutations in several
auxin signaling genes including ARF5, ARF6, ARF8 and
IAA12 perturb vascular patterning and reduce cell division
in the pith cells after cutting [32, 33]. In hickory, a large
number of ARF and Aux/IAA genes were identified. The
changes in their expression patterns indicated a key role
of auxin signaling in cell division and vascular reestablish-
ment during the grafting process. In model plants, a block
in auxin transport at the graft junction could cause auxin
accumulation in the scion, increasing xylem differentiation
[8]. Another study reported that vasculature transport
activities were recovered at 3 days after grafting and
that auxin regulated the vascular reconnection at
2 days after grafting [12]. Many efflux carriers in
hickory, such as comp87897_c0 and comp42647_c0,
were significant changed by grafting, suggesting that
increasing auxin promotes callus formation from
xylem pole pericycle cells [8]. Besides, the expression
of three GH3 genes, comp41777_c0, comp65539_c0
and comp85186_c0, also showed responses to grafting
in hickory. In grape, the different kinetic of IAA-Asp
accumulation at the grafting stages was associated to
the expression pattern of GH3 gene, namely VviGH3-
21 [34]. This shift in IAA-Asp accumulation may play
an important role in the grafting process of hickory.
Additionally, there is accumulating evidence that cytoki-
nin also participates in vascular differentiation [31]. Thus,
we analyzed the expression changes in genes related to
cytokinin signaling to test whether cytokinin signaling
contributed to the formation of graft union in hickory.
Cytokinin receptors histidine kinases (HK/CREs), a major
component of the cytokinin signaling, trigger a phosphor-
elay by binding to cytokinin [35]. The expression of most
HK/CRE homologous genes in hickory was largely up-
regulated at time point 7 d, indicating an activation of
cytokinin signaling during the graft process in hickory.
There are 23 functional response regulators (RRs) have
been identified in Arabidopsis; however, only four RR-A
type and five RR-B type genes were annotated by our tran-
scriptome data [35–37]. Interestingly, two RR-A homolog,
comp63651_c0 and comp89423, and one RR-B homolog,
comp212565_c0, were up-regulated at time point 7 d, and
then recovered to the control level (0 d) at time point 14 d
in hickory, suggesting their expression was specific to the
early stage of graft union formation.
Conclusions
In our study, three independent cDNA libraries from hick-
ory at 0, 7, 14 d post-grafting were constructed and se-
quenced. Many of DEGs were identified in hickory during
the graft process. Transcription dynamics of grafting re-
sponse genes and their related major biological functions
were grouped into different GO and KEGG categories.
Furthermore, the expression of genes related to auxin-and
cytokinin-signaling pathways was analyzed in hickory, and
some were validated by qRT-PCR analysis. Identification
and analysis of these auxin and cytokinin-related genes
will aid us to understand the complexity of hormones dur-
ing the graft process in plants.
Additional files
Additional file 1: The QC summary of clean data from different
samples. (XLSX 9 kb)
Additional file 2: Annotation statistical proportion of unigenes. (XLSX 9 kb)
Additional file 3: The information of the classification of the enriched GO.
(XLSX 10 kb)
Additional file 4: The classification of the GOs. (PDF 205 kb)
Additional file 5: The information of the classification of the KEGGs.
(XLSX 9 kb)
Additional file 6: The classification of the KEGGs. (PDF 181 kb)
Additional file 7: The expression level of significantly differential
expressed genes. (XLSX 58 kb)
Additional file 8: The expression level of auxin signaling pathway
related genes. (XLSX 15 kb)
Additional file 9: The expression level of cytokinin signaling pathway
related genes. (XLSX 11 kb)
Additional file 10: The phylogenetic data of auxin signaling pathway
and cytokinin signaling pathway genes. (XLSX 28 kb)
Qiu et al. BMC Genomics  (2016) 17:935 Page 11 of 13
Additional file 11: The primer sequences of ten selected genes.
(XLSX 10 kb)
Abbreviations
ARF: Auxin response factor; Aux/IAA: Auxin/indole-3-acetic acid; BLAST: Basic
local alignment search tool; DEG: Differentially expressed gene; DGE: Digital
gene expression; GO: Gene ontology; HK: Histidine kinase; KEGG: Kyoto
encyclopedia of genes and genomes; MeV: MultiExperiment viewer;
PCR: Polymerase chain reaction; PPI: Protein-protein interaction; qRT-
PCR: Real-time polymerase chain reaction; RPKM: Reads Per Kb per Million
reads; RR: Response regulator
Acknowledgments
The authors would like to thank Shangguo Feng for help in bioinformatic
analysis. Editing of the manuscript was provided by International Science
Editing company.
Funding
This study was supported by National Natural Science Foundation of China
(31070604, 31270716 and 31470683); Zhejiang Provincial Natural Science
Foundation for Distinguished Young Scholar (LR13C160001); Open
Foundation of Top Key Discipline of Forestry, Zhejiang Province (KF201314);
Pre-research Foundation of Center for Cultivation of Subtropical Forest
Resources (CCSFR), Zhejiang A & F University; Scientific Research Foundation
for the Returned Overseas Chinese Scholars, State Education Ministry ([2009]
1341); National High Technology Research and Development Program of
China (863 Program) (2013AA102605); Fruit Innovation Team Project of
Zhejiang Province (2009R50033).
Availability of data and materials
The datasets supporting the conclusions of this article are included within
the article and its additional files.
Authors’ contributions
LQ, BJ, YS and JF carried out the molecular studies. ZF and SK took care the
plants. CS drafted the manuscript. KY performed the statistical analysis. DY
and BZ conceived of the study, and participated in its design. BZ acquired of
funding and helped to draft the manuscript. All authors read and approved
the final manuscript.
Competing interests
The authors declare that they have no competing interests.
Consent for publication
Not applicable.
Ethics approval and consent to participate
Not applicable.
Author details
1Nurturing Station for the State Key Laboratory of Subtropical Silviculture,
Zhejiang A & F University, Linan, Hangzhou 311300, People’s Republic of
China. 2Center for Cultivation of Subtropical Forest Resources (CCSFR),
Zhejiang A & F University, Linan, Hangzhou 311300, People’s Republic of
China. 3Key Laboratory of Plant Nutrition and Fertilizer, Ministry of
Agriculture, Institute of Agricultural Resources and Regional Planning,
Chinese Academy of Agricultural Sciences, Beijing 100081, China. 4College of
Life and Environmental Sciences, Hangzhou Normal University, Hangzhou
310036, China.
Received: 22 April 2016 Accepted: 21 October 2016
References
1. Lee J-M, Kubota C, Tsao SJ, Bie Z, Echevarria PH, Morra L, Oda M. Current
status of vegetable grafting: Diffusion, grafting techniques, automation.
Sci Hortic. 2010;127(2):93–105.
2. Lee SG. Production of high quality vegetable seedling grafts. Leuven:
International Society for Horticultural Science (ISHS); 2007. p. 169–74.
3. Sakata Y, Ohara T, Sugiyama M. The history and present state of the grafting
of cucurbitaceous vegetables in Japan. Leuven: International Society for
Horticultural Science (ISHS); 2007. p. 159–70.
4. Yeoman MM, Kilpatrick DC, Miedzybrodzka MB, Gould AR. Cellular
interactions during graft formation in plants, a recognition phenomenon?
Symp Soc Exp Biol. 1978;32:139–60.
5. Wang Y, Kollmann R. Vascular Differentiation in the Graft Union of in-vitro
Grafts with Different Compatibility. — Structural and Functional Aspects.
J Plant Physiol. 1996;147(5):521–33.
6. Flaishman M, Loginovsky K, Golobowich S, Lev-Yadun S. Arabidopsis
thaliana as a Model System for Graft Union Development in Homografts
and Heterografts. J Plant Growth Regul. 2008;27(3):231–9.
7. Pina A, Errea P. A review of new advances in mechanism of graft
compatibility–incompatibility. Sci Hortic. 2005;106:1–11.
8. Melnyk CW, Schuster C, Leyser O, Meyerowitz EM. A Developmental
Framework for Graft Formation and Vascular Reconnection in Arabidopsis
thaliana. Curr Biol. 2015;25(10):1306–18.
9. Ikeuchi M, Sugimoto K, Iwase A. Plant callus: mechanisms of induction and
repression. Plant Cell. 2013;25(9):3159–73.
10. Beveridge CA, Symons GM, Turnbull CG. Auxin inhibition of decapitation-
induced branching is dependent on graft-transmissible signals regulated by
genes Rms1 and Rms2. Plant Physiol. 2000;123(2):689–98.
11. Albacete A, Martinez-Andujar C, Ghanem ME, Acosta M, Sanchez-Bravo J,
Asins MJ, Cuartero J, Lutts S, Dodd IC, Perez-Alfocea F. Rootstock-mediated
changes in xylem ionic and hormonal status are correlated with delayed
leaf senescence, and increased leaf area and crop productivity in salinized
tomato. Plant Cell Environ. 2009;32(7):928–38.
12 Yin H, Yan B, Sun J, Jia P, Zhang Z, Yan X, Chai J, Ren Z, Zheng G, Liu H.
Graft-union development: a delicate process that involves cell-cell
communication between scion and stock for local auxin accumulation.
J Exp Bot. 2012;63(11):4219–32.
13 Scarpella E, Marcos D, Friml J, Berleth T. Control of leaf vascular patterning
by polar auxin transport. Genes Dev. 2006;20(8):1015–27.
14 Wetmore RH, Rier JP. Experimental Induction of Vascular Tissues in Callus of
Angiosperms. Am J Bot. 1963;50(5):418–30.
15 Cookson SJ, Clemente Moreno MJ, Hevin C, Nyamba Mendome LZ,
Delrot S, Trossat-Magnin C, Ollat N. Graft union formation in grapevine
induces transcriptional changes related to cell wall modification,
wounding, hormone signalling, and secondary metabolism. J Exp Bot.
2013;64(10):2997–3008.
16 Zheng BS, Chu HL, Jin SH, Huang YJ, Wang ZJ, Chen M, Huang JQ. cDNA-
AFLP analysis of gene expression in hickory (Carya cathayensis) during graft
process. Tree Physiol. 2010;30(2):297–303.
17 Dong H, Niu Y, Li W, Zhang D. Effects of cotton rootstock on endogenous
cytokinins and abscisic acid in xylem sap and leaves in relation to leaf
senescence. J Exp Bot. 2008;59(6):1295–304.
18 Wang T, Pan H, Wang J, Yang W, Cheng T, Zhang Q. Identification and
profiling of novel and conserved microRNAs during the flower opening
process in Prunus mume via deep sequencing. Mol Genet Genomics.
2014;289(2):169–83.
19 Basile B, Marsal J, DeJong TM. Daily shoot extension growth of peach trees
growing on rootstocks that reduce scion growth is related to daily
dynamics of stem water potential. Tree Physiol. 2003;23(10):695–704.
20 Grabherr MG, Haas BJ, Yassour M, Levin JZ, Thompson DA, Amit I, Adiconis
X, Fan L, Raychowdhury R, Zeng Q, et al. Trinity: reconstructing a full-length
transcriptome without a genome from RNA-Seq data. Nat Biotechnol.
2011;29(7):644–52.
21 Li B, Dewey CN. RSEM: accurate transcript quantification from RNA-Seq data
with or without a reference genome. BMC bioinformatics. 2011;12:323.
22 Naseem M, Dandekar T. The role of auxin-cytokinin antagonism in plant-
pathogen interactions. PLoS Pathog. 2012;8(11), e1003026.
23 Huang YJ, Liu LL, Huang JQ, Wang ZJ, Chen FF, Zhang QX, Zheng BS, Chen
M. Use of transcriptome sequencing to understand the pistillate flowering
in hickory (Carya cathayensis Sarg.). BMC Genomics. 2013;14:691.
24 Liu N, Yang J, Fu X, Zhang L, Tang K, Guy KM, Hu Z, Guo S, Xu Y,
Zhang M. Genome-wide identification and comparative analysis of
grafting-responsive mRNA in watermelon grafted onto bottle gourd
and squash rootstocks by high-throughput sequencing. Mol Genet
Genomics. 2015;291:621–33.
25 Zheng J, Hu Z, Guan X, Dou D, Bai G, Wang Y, Guo Y, Li W, Leng P.
Transcriptome Analysis of Syringa oblata Lindl. Inflorescence Identifies
Qiu et al. BMC Genomics  (2016) 17:935 Page 12 of 13
Genes Associated with Pigment Biosynthesis and Scent Metabolism.
PLoS ONE. 2015;10(11):e0142542.
26 Lai Z, Lin Y. Analysis of the global transcriptome of longan (Dimocarpus
longan Lour.) embryogenic callus using Illumina paired-end sequencing.
BMC Genomics. 2013;14:561.
27 Niu J, An J, Wang L, Fang C, Ha D, Fu C, Qiu L, Yu H, Zhao H, Hou X, et al.
Transcriptomic analysis revealed the mechanism of oil dynamic
accumulation during developing Siberian apricot (Prunus sibirica L.) seed
kernels for the development of woody biodiesel. Biotechnology for biofuels.
2015;8:29.
28 Long X, He B, Wang C, Fang Y, Qi J, Tang C. Molecular identification and
characterization of the pyruvate decarboxylase gene family associated with
latex regeneration and stress response in rubber tree. Plant Physiol Biochem.
2015;87:35–44.
29 Miller H, Barnett JR. The Structure and Composition of Bead-like Projections
on Sitka Spruce Callus Cells Formed during Grafting and in Culture.
Ann Bot. 1993;72(5):441–8.
30 Xu J, Li M, Jiao P, Tao H, Wei N, Ma F, Zhang J. Dynamic transcription
profiles of “Qinguan” apple (Malus x domestica) leaves in response to
Marssonina coronaria inoculation. Front Plant Sci. 2015;6:842.
31 Bishopp A, Help H, El-Showk S, Weijers D, Scheres B, Friml J, Benková E,
Mähönen Ari P, Helariutta Y. A Mutually Inhibitory Interaction between
Auxin and Cytokinin Specifies Vascular Pattern in Roots. Curr Biol.
2011;21(11):917–26.
32 Hobbie L, McGovern M, Hurwitz LR, Pierro A, Liu NY, Bandyopadhyay A,
Estelle M. The axr6 mutants of Arabidopsis thaliana define a gene involved
in auxin response and early development. Development. 2000;127(1):23–32.
33 Pitaksaringkarn W, Ishiguro S, Asahina M, Satoh S. ARF6 and ARF8 contribute
to tissue reunion in incised Arabidopsis inflorescence stems. Plant Biotechnology.
2014;31(1):49–53.
34. Corso M, Vannozzi A, Ziliotto F, Zouine M, Maza E, Nicolato T, Vitulo N,
Meggio F, Valle G, Bouzayen M, et al. Grapevine Rootstocks Differentially
Affect the Rate of Ripening and Modulate Auxin-Related Genes in Cabernet
Sauvignon Berries. Front Plant Sci. 2016;7:69.
35. Hwang I, Sheen J, Müller B. Cytokinin Signaling Networks. Annu Rev Plant
Biol. 2012;63(1):353–80.
36. To JP, Deruere J, Maxwell BB, Morris VF, Hutchison CE, Ferreira FJ, Schaller
GE, Kieber JJ. Cytokinin regulates type-A Arabidopsis Response Regulator
activity and protein stability via two-component phosphorelay. Plant Cell.
2007;19(12):3901–14.
37. El-Showk S, Ruonala R, Helariutta Y. Crossing paths: cytokinin signalling and
crosstalk. Development. 2013;140(7):1373–83.
•  We accept pre-submission inquiries 
•  Our selector tool helps you to find the most relevant journal
•  We provide round the clock customer support 
•  Convenient online submission
•  Thorough peer review
•  Inclusion in PubMed and all major indexing services 
•  Maximum visibility for your research
Submit your manuscript at
www.biomedcentral.com/submit
Submit your next manuscript to BioMed Central 
and we will help you at every step:
Qiu et al. BMC Genomics  (2016) 17:935 Page 13 of 13
